4
suggested that this segment provides the primer for DNA synthesis. Mutagenesis has 71 also suggested that the RNase H domain of Tf1 RT is required for this specific 72 cleavage (28). Consequently, the ability of Tf1 RT to perform in vitro this unique activity 73 of nicking the RNA segment that mimics the 5'-end of genomic Tf1 RNA was confirmed 74 recently by us (16). Product generation was specific to the recombinantly-expressed
75
Tf1 RT, since other RTs were unable to generate this specific product. As could be 76 expected, an RNase H-deficient Tf1 RT mutant did not exhibit the SP-nicking activity.
77
Moreover, the produced SP served as a functional primer, since in the presence of 78 dNTPs it was extended by the RT-associated DNA polymerase activity.
79
After self-priming was suggested for Tf1, a similar priming mechanism has also 80 been proposed for several other LTR retroelements, such as the highly-homologous
81
Tf2 and Maggy, Skippy, Cft-1, Boty, copia of maize and Tf1/sushi of vertebrates, all of 82 which belong to a single lineage of the Ty3/gypsy group of LTR retrotransposons (9, 83 31). These elements are believed to have diverged early in the evolution of LTR 84 retrotransposons, well before retroviruses. Therefore, it is likely that the mechanism of 85 self-priming represents an early form of initiating reverse transcription in LTR 86 retroelements (26), as it was probably advantageous for these retroelements to use a 87 tRNA-independent mechanism of priming cDNA synthesis.
88
The genomic retroviral RNA that participates in the complex process of reverse 89 transcription is removed after being copied throughout reverse transcription by associated RNase H activity (8, 14) . This is true also for the RNA segments that serve 
Materials and methods

117
Substrates for assaying the primer RT-directed removals 118 These substrates are described schematically in Fig. 1 were stopped by transferring onto ice and adding 50 µg of carrier herring sperm DNA.
171
Ice-cold TCA (to a final concentration of 10% W/V) was added to remove the un- 
Results and Discussion
197
The removal of the self-primer by Tf1 RT: Our previous study on Tf1 RT has 198 shown that recombinant Tf1 RT can introduce nicks at the end of a duplexed region at above for the SP removal, see Fig. 1 ). The results of the initial experiment testing PPT 255 cleavage by Tf1 RT are shown in Fig. 3A . Similar to SP removal ( Fig. 2A) , there is an
256
RT-dependent removal of the whole 11 nt-long PPT, with no further cleavage to shorter
257
RNA segments (lane 3). As in the case of the SP cleavage ( Fig. 2A) , this apparently (Fig. 3B, lane 9) . In all, the data presented here 274 and in Fig. 2B primer removal is to Tf1 RT, we tested whether RTs from other retroviruses can also 296 exhibit this activity. The RTs of two prototype retroviruses were tested. These viruses Fig. 5A and 5B).
320
The ability of Tf1 RT to remove other non-specific primers: To further study whether this primer (Fig. 5, lanes 9 and 10) . However, similar to the case of removing the Tf1-328 related SP and PPT (Fig. 5) 
